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Selection
of cells labeled with fluorescein isothiocyanateconjugated (Flit) antibodies can be difficult if large autofluorescent cells are used and if the cells bind only a few molecules ofantibody.
We have developed a simple flow cytometric procedure that allows hotter selection ofstained cells. When an argon ion laser emitting at 488 am is used, the green fluorescence detected is the sum of cell autofluorescence and ofthe signal generated by the FITC antibody. Thus, when we subtract green signal from the red by fluorescence compensation, the signal of stained cells is on average reduced more than for the unstained counterpart.
In this seenanio, positive selection of cells with low red signal allows more efficient selection ofstained cells. We tested the over- In the first experiments, we found it useful to draw serial gates in the red dimension to obtain green fluorescence profiles and percentages of the cells in each window with each level of compensation. The compensation setting that gave the maximum number ofstained cells and the minimum number of unstained cells in the low red fluorescence region was chosen as the most adequate.
This procedure is illustrated in we obtained essentially the same result simply by choosing the compensation setting that caused the maximum apparent separation between positive and negative cells. In its simplest version, this was achieved raising the levels of compensation in the red channel to the point where most of the positive cells were falling in the zero red channel, while most of the unstained cells remained above zero (for a clear example see Figure   1 ). This was easily checked in real time using a two-color dot-plot display. A number of zero or low red/bright green events (typically not more than 1-2% of the total) were detected in our two-color analyses before overcompensating.
If the occurrence of these events interfered with accurate quantitation ofvery rare cells, the red channel photomultiplier (PMT) was raised and the overcompensation procedure operated to achieve significant separation between stained and unstained cells without positioning stained cells in the zero red channel.
The subtraction ofcellular autofluorescence was performed as described (7). antibody. Subtraction of green cellular autofluorescence (7) was performed, but only at low levels to allow the display of P1-stained dead cells (8%).
Results and Discussion
A 580-nm longpass filter was used in the red channel. Forty thousand cells were run for each analysis. Gates used for calculating cell recoveries (Table   1) b Recovery of stained cells in the example of Figure 3 was 48% without overcompensation. Figure  2C shows that increased levels to the accuracy of the oversubtraction procedure. The fluorescence oversubtraction procedure is compatible with the use of P1 (6) for live/dead cell discrimination, since P1-stained dead cells can be readily excluded from the analysis ( Figure  2 ). On the other hand, it is not possible to use this technique in two-color analysis where the red distribution must be precisely defined, since the latter will be modified by the subtraction of an independent parameter (the green fluorescence). 
Figures 2D and 2E with

